The cell walls of higher plants have been found to contain the structural proteins and some enzymes. To elucidate the function and role of cell wall, attempts to prepare the highly purified cell wall fraction have been made by some investigators.")
We have reported the existence and some properties of the wall bound saccharase in roots of sugar beets (Beta vulgaris L).4,5) The cell wall fraction used was prepared by a rather simple procedure as follows. The tissues were homogenized in water and filtered, and the debris was washed with a large amount of water to remove contaminating cytoplasm.
However, this simple procedure still retained the possibility of nonspecific adsorption of cytoplasmic saccharase during preparation of cell wall fraction.
The present work was undertaken to provide some evidences for no contamination or adsorption of cytoplasmic enzymes to cell wall fractions prepared by various ways.
Measurement of enzyme activity and definition of unit were the same as described previously.4) Protein was determined by the method of Lowry et al.,') using bovine serum albumin as a standard, but protein content of cell wall, dried after treatment with ethanol and ether, was estimated by nitrogen deter mination.
Sugar beet (Beta vulgaris L) seeds were germinated in moist vermiculite for 4 days at 26°C in the dark. The seedlings (100 g in fresh weight) were first homoge nized in a Waring blender for 3 min and then in a Polytron (Kimematica) for 3 min with 100 ml of each medium (distilled water, 50 mm Tris-HCI buffer (pH 7.4) containing 1 % sodium dodecyl sulfate (SDS) and glycerol).
Cell wall fraction was collected by passing the homogenate through a two layer cheesecloth, washed with I liter of the same medium and, in all cases mentioned below, finally washed thoroughly with distilled water to remove the medium used. Preparation I (prep. I) was prepared by homogenizing the seedlings in and washing the debris with distilled water. Prep. II: by treating Prep. I with 150 nil of 0.1 % sodium deoxycholate for 45 min at room tem perature and then by washing with the same medium. Prep. III : by homogenizing the seedlings in and washing with 1 % SDS (Tris-HCI buffer (pH 7.4)). Prep. IV : by homogenizing in glycerol and by washing with 80 glycerol. Preparation of cell wall fractions was described in the text, One g (wet weight) of the preparation was suspended in 20 ml of distilled water. Saccharase activity in the suspension was determined. Table I shows the activity of saccharase and protein content in each preparation. No significant difference in activity among Prep. I, II and III was observed, except loss of activity (about 20%) in Prep. IV. All of the preparations, however, contained approximately the same level of protein, based on nitrogen content.
High concentration of NaCl was effective in releasing saccharase from the cell wall fraction as de scribed previously.')
The effect of 1.0 M NaCl on releasing the enzyme and protein is shown in Table II . Release of the enzyme activity was approximately 55 % to that of the original, while the release of protein was about 15 % to that of original. Thus the effect of salt on release of both the enzyme and protein was practically the same among the four preparations.
The NaCI-released saccharase has been found to be insolubilized with decreasing the salt concentration. Furthermore, we reported that nucleic acid besides protein was eluted by treating the cell wall with 1.0 M NaCl solution and that the formation of nucleotidesaccharase complex in diluted salt solution might cause the apparent insolubilization of the enzyme.7) An experiment was done to observe whether the in solubilization is affected by the method of preparation of the cell wall or not.
Each of 10 ml of NaCl-released saccharase solution was dialyzed overnight against distilled water and the dialyzate was centrifuged at 19,000 x g for 20 min. 
